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w m m 

[oooi] #mmwf&. ^^w^m^m-tum^Wimmm^m^RWfv^m^^ 

[0002] ^,Jt^«a*-^tt«*fflv^EI!lia*^^Jffi^l6*^w^S*f^SW* 

utsL mm±m%—mvxmtiLirz>(s^y^mm)*\ \smmmm<omm<om^ 
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[0003] ^m^Mmw-r^^tvx, ^m^m^h, mmj&$riz&&&Mx.. mm 

-f-ZH&hfffrthX^tlo ^Jfe^WfM^anti-apoptotic factor)£rffiV^ 

x^zu&^mmnm^xzmis^:. ^(DmrnKmrnrnm^b^x^x^^n 

[0004] T#h— u*<Dm^%**^XA>bl^x#¥?ffJ:lBkiiz.3:ti^ lk<D£?izmx.bthX 

v ^ Q mmtenftb°<D$k* t£mmttmmmmztet>z>b&^m^*-)--- 

5itfc5:h='^KyT{iT7Kh-^V^/^^H^ (AIF % v^nAcft^) £#ffl]feK 
^(d^ffli-^o v'h^n^ lC (i^ajia®^# ; &-t"-5Apaf-l(apoptosis activating 
factoi^l)£pro-caspase-9^^l^-^ft:£r7£/&U caspase-Q^t^fc-f-So flH4>fk 

cell lymphoma/leukemia 2)^j;<^g^rv^ 0 Bcl-23ft^f tttMtliatty^-'filC 
^JUffiaW^^H^^iEjiWUi^H^fcD. flU&IWH^H/r, m^Bcl-xU 
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Bcl-w, Mcl-K AK BHRFK E1B-19K, Ced-Ottif&ZabtlXiSV^ iu^tf^H^A 

[0005] — # , x*?s<>r— wTmKftm (**<<*-x<D?a&&w&&)iz.m. i g) l 

AcNPV (Autogropha californica nuclear polyhedrosis virus)(Dp35^>'>'^^KJi^^-^ 
o AcNPVtCjft^BmNPV 

(Bombyx mori nuclear polyhedtasis viras)t>p35ft^^%&o"CV ^fc > ^^^^f 
/^(OcrmAttcaspase-l^^°ci^T— if^caspase-8,-10t£#^lftU:*£-£-U ^*b£r 
PW-f-Si^fciOT^h— ^Sr#U«!|-e#5o &<£>v-FLIP 
te2o<DDED(death 

effector domain) K^^f V^T-Hf - ^ FADD (Fas-associating Protein with death domain)^: 
^•a-T5wt^J;oTcaspase-8<D®tt'fk5rSl$IJi*5o ££>f-, ^a.xx^;v^<o 
CpGV(Cidia 

pomonella granulosis virus) J ^ 3 OpMNPV (Orgyia pseudotsugata multinucleocapsid 
nucleopolyhedrovirus)5r{iCfei:-t-?)#<(DlB^(D^-l'/V'^^fi, p35it^^^«SU(- 
, ^M^*^- ^tt^E^P£*-r?>v-IAP(inhibitor 
of apoptosis)^fST-;$S|^£tl/CV^ 0 ^.^E^-etCv-IAPO^ni/^b-C, ^^f/^ 
^^CiX3^i%^:^l#fL^^c-IAPl/nia-2 N c-IAP2/hia-l , XIAP. NAIP, 
survivin. TIAP. Apollon, DIAPK DIAP2, SflAP, ITAft^ffi^OBIR 
(baculovirus IAP repeat)£^OlAP:7x^y~/^lM£;txTV^o 

[0006] ^<D£oim.Ttfh—\ *xEHft«rt>"oH^ 09*.tfBcl-27:r5!;— ^^HM^Hlz: 
fU^Ut5l:W*fettr#*:^, ^o^^> N Bcl-277^— tcov^ri^^^S© 

BT^«^7^^^S^i-SCHO^IJia^Bcl-2il^^^Ab-C^I^^-frfc^^ 
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) 0 Simpson 

«o^^e>^ofc(##fF^3#^) 0 \Sim\^ Kim NS, Lee GMhh. '<y3-i%m^ 

) 0 —J;. ^hnmmi-hv^^mmimMvtc^a-iz:mm<DW^T^h-^mm 
fcm*Bc\-2t>mmu ^m^mm^w^m^mm^m^mt-r^b^^ 

^bXV >5(##fF;«6#JgQ 0 

<Dm±Am&^mzm&mzmfrz>i><Dxtj:\,^b$:mLrX\,^ 0 Bci-2, 
bci-xl. EiB-i9K(Dmm-immmm^mz^{^ ^m-f-^thn^ivx^ ^ ( 

ItZtiK ««^v'^/^^^#^X.^V^(##fF^8#^) 0 Bcl-xL^oVN 

<t5{-bfca^^A^tb/ch7^^ai^^^^(c4oV>-C, Bcl-xLte j3 

^^>$^c(##fF^cm9#M) 0 mmz, Bcl-xL&3S?a£-£/cRAW264-^n:7 

b^ 0^*^>^TV^^(^#fF^lO#^) o |^#{^Bcl-27T^y— efcs 
ElB-19Kjt^T-?rfet^^NS/05:^n— ^fC^ALfc^ S^fiKoV ^T&#i2 
»«> kh^a^fc^Mfrffcfcift 1 1 #flg). 
[0007] ^tt*-C^^tb^lBcl-2jBcl-xL x ElB-19K&<^<DBcl-27T$y~Et33fE<£> 
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[0008] *niT?tt*iii|(Dttw^^fo- ^jirur^yyyyvs.t^^yv 
w%&ttmzikm*mm'tz > ffi%&mo m-^mm^mmmtLx^^r^n 
mbm?i/'V%bvxm<z.tx*$>z> 0 y^/^xo^mmt^ mnmzmg/mi 

67000, 0 0^56000, y 0^^j475OO-Cfc9> -tl^^-^bfc^^yy^VcD^ 
^mt. ^J340000^M-r-5(^#fF^tmi2#^) o ifo.*©^^/*^^ ^ 

mz-&. rmmxy'm(&%^nvBm)km*nzmM<Dtt7bm&istix&^ 

smmmfrhtttfy^j'Yxibzz.btim ht>\z^nx\ ^ mmtx&x 3mm) 

mm<D6i2m^236m(DT^/mmmm^M^rc.m^m(DT5.ymmm^i-^b 
tmnztix^zi&teffxmi&fgOc 

[0009] y^vsy^MMte. &m&*tttzb*<Djom^mL*<D7><7v;7i^g. 
VZVimVkJkWftMmmmM (DIC) tf>±5fc. Jfo^HB^raJMfclKogfci^ 
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MhMftistix^Zo 

[0010] Ute. IS^p n D^LrffiV^bttTV^^y/yV{ithjfiL^^p^tt^<DT% 
HBV. HCV X HEV, TTVfc^(£>JFf 1 A*** HlVJ&if^ft^^Sr 

[0011] — ^ ai^7y^{iEchis 

carinatus«fc«9^g|*»»^fc(##fF^17) tfeSSjfeO^n^T— tf"C\ skWiM 

TVV5 0 ii^<D^{c«J;oTJtjflLBil^/jNjfiLW, ^JNBJflLlf «S£t/Hm««^«>U 

*zsv>$mi*. Vi/ism&m>L<Y£Khfam*bmM£frtii><DX\ *<Dmm&t 
lt x umtte&ffimftmxvfemms&zzb. 2mM#}t£3cm&m*mmw.£ti 
zz.b. t£b*7^);?^bmm<»mmM$:fe7Lxm. m.&x.&miz.£oxntbtitc 



WO 2005/040364 



7 



PCT/JP2004/015594 



mM%mx.x&<9, smx-iktmizfrx^ti* ^v^it^^K^tErx 
mm<Dwm^im^thx^^ 0 l*»u ^m^hn^m^mmx^-r, -i&mm 

ftm&nxx^tio 

[0012] mvmm^tskmmm^^^^x, mvmmxm?&mxmttm&4ki-z>%. 
st^mo^immi-^mwmmm^xh^ 0 m\nm^^i-^tmm^mik 
mfazztc-r^tizm, ^nskKmAtLx^abtix^ a i^Attiiii 
vmm^(Dx^m^<^^<Dmsk^mx, mn^m^mu mzLmtm 
^m^=?—\7oMz.iKtm^fix\^ 0 mskmmtm.}^mi^^h^^t^ 

^tc-r 0 sk^mA<D^mnf^im^mm<Dwmm^ybmmt^x^ 0 
ikmrn^mviim^mMtm^mM^m^mm^x^tK ihw&tenM 

?c#>^ m&^Mfflvmm^&mftmm&k&m&tixx y/t, 

[0013] ^^yy^^^, BHKMffo (&!ftWXffil80m) ^COS^Jfi 

(##fF^19#M). CHO^BJiSC^rp^C^O, 21,22S.tP#fF^l#M)^r 

o ~tlh<DW&, tZntt^Zszftt—?—^ Rous 

sarcoma virus LTR^a^E— s adenovirus 2 major late Zf^^e—^—(D{oitl^^: 
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JflV\ m&r?— bVXT^/^^yYZ^^Y^^^y— -tf(neo)ite^\ i? 
bKd3gfiftai7C#3(l(dhfr)it^, histidinol»ttit^^©fsi^^L< terfrbom 

a&o+iu g/ndnm(DftmmxtemmMm>&±mmKtetbgzzm'r . 

mik-tz>t'fria*mm±mti& (Mx.^ 7^)j?z/<D$m.m&\w fi g /mi^±) # 

[0014] ^fF^ti^l : United StatesPatent 6037457 

[0015] #!$ffxm : rTtfh—^xtmit *mwm^m&m}*mmHM. mm^—i- 

/H2000) 

##fF:£iK2:Tey BTk.Biotechnol. Bioeng., 68, 31 (2000) 
##fF:£&fc3: Simpson NHb.Biotechnol. Bioeng., 64, 174 (1999) 
^#fF^ti^4:Kim NS^Lee GM.Biotechnol. Bioeng., 82, 872 (2003) 
##fp^t®t5 :Kim NS^Lee GM.Biotechnol. Bioeng., 71, 184 (2000/2001) 
#H#W:£ilfc6:Kim NS<bLee GM.J. Biotechnol., 95, 237 (2002) 
$¥^WXW: O'Reilly LA^.EMBO J„ 15, 6979 (1996) 
##fF:£itK8:Yang Tb, J CellPhysiol., 166, 523 (1996) 
^4#fF:£ifc9:Zhou Y£>, Am. J.Physiol. Endocrinol. Metab., 278, E340 (2000) 
##fP^ti^lO:Lakics Vh, J.Immuno., 165, 2729 (2000) 
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##fF:£iSUl:Mercille Sb.Biotechnol. Bioeng., 63, 516 (1999) 

: Chung DE^DavieEW, Biochemistry, 23, 4232 (1984) 
#{M#fF:£fifcl4 : Lawrence YFk.Biochemistry, 31, 11968 (1992) 
#4#fPJt^l5:r#^.^.#^^JjBiomedicalPerspectives, 6, 9-72 (1997) 
##fF3Ci$U6: Redman CMirKudrykB, J. Biol. Chem., 274, 554 (1999) 
##fF:fci£Kl7:T. Morita^: J.Biochemistry, 83, 559-570, (1978) 
##fF3tj^l8:Farrell DH<b,Biochemistry, 30, 9414 (1991) 
#4#fF3Ci$U9:Roy SNk, J.Biol. Chem., 266, 4758 (1991) 
#4#W;£SK20:Lord ST£>,Blood Coagul Fibrinolysis, 4, 55 (1993) 
#£#fr^Sfc21:Binnie CGb, Biochemistry, 32, 107 (1993) 
##fF;£iK22:Lord STb, Biochemistry. 35, 2342(1996) 

[ooi6] u±&^x%tc£? ^y/^i, mz.frm*^s<?m&m*kL,x\, vsn&uMfe 

y<^mm(DXoi^mvtc^mm^m^nvx^mm^m^^:^m^ tzs 
m*mmmttM&zt£¥&m&w&&<vxMm<DmM&&±if. usa^sn 
if ttmft¥<Dim*mMMm&toti:M&%i&&to£tix\, w&mkx& 

coon] t^oT, *mmm&. imwft^ifefiWHc^/^f, m^m^>^n^m± 
vx^mm^m^mm^mm^^m-^-r^m^mm-r^i:^ s 

[ooi8] ifmm^ay @ wh:. s^feiaottbns^^^f, #{-^^ 
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[0019] *m&wmt>ii. ±m<D @ m^m^-r^^mMM^mutcw^ m±ztiz> 

(Dmmz, ^(Dm^m^miDmmmmtvx^^n^^m^mm^^ 

-^tt^oi^-^n -F-r5it6s^\ * xh*x^— xm&%mw~tz>ftm & 

^mm^mmR^mmm^x^xmhtiti^^M^^-r^ 
[0022] ^^Bjo^^^io-c^K^^fc @ m^^m^m^r^m^mmu., m 

^c#^^«^Mti-^-e^]704-3952 m g/ml^>m^6<)^^*^ot*i^^tl^ 
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[oo23] %M<DTtfh~>x&mm&\^zm±m®%i%:^ %.mvtm<ois<ti:zmm& 

y^-vs^mm mm) mm^^^m^mt^mm^mxm, %mx.m 

[0024] ^mmm<D-mt\^x^tcm^^hy^v/v>m±mm^M>m^mm 
. Mvmm7-m%.mmzm^xh, ^m^m^xox^xmm^j:u-<^x<D\ib 

Am&zti&zkizx^xKhy^vstfis^xv^ mviim^mm^^^m 
[0025] [iai]mife^^^yyy^^^j^^Si-s^*(D^m-<^^-^bfc0®r* 

[02]/^^tr^^P35jt^^m#aJia^^i-^C^W^m-<^^— ^L-fc 
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tz.mx&z> 0 

-#*t:::fctt3*iiiif&*£. tkftm, y^vy^m^m^^x^m^mt^^ 
tmx&% 0 

-^m*5»t«»w&*s. 74zfyj?^m&m^\^x(rmnmt*m^ 
tcmx&z> 0 

m6y<*~vv4/i'*P35mm^-&$&msX\ ^m^tmm^x^ ^ ^m^^-r 
[oo26] *mmM<Djrmz, ^^m^m^x^^m^mm^^^m^^. 

[0027] ^^^«^^^^*P$-fr5f^fflS.t//X«^^-^^Pl*-rS^ffi *m 

BmNPV)<£>P35itfcT\ ^^^/^crmAj&fcT, ^W^£M7K*&5fe<Dv-FLIP 
/^^.n^yVXv-IAPjft'ST-, TyV^MVl^AdU.Titfc^ ^ad^ 

(baculovirus IAP repeat)?:J^oIAP^T?y^-^^tf <btl^5o WJ^&H^^J^bT 
, v^a!>^3^^^3i-^[itfL^T^ai$tbfcc-IAPl/hia-2, c-IAP2/hia-l, XIAP, NAIP 
, surviving TIAP, Apolloiu DIAP1, DIAP2, SflAP, ITA&£^#tf t>fl%> 0 rHbOS 
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[0028] m£.mM3k<Dtt&£ti:Z>*>'<?nX'hZ>i!>K #ma£»^JfetC»fc?-£*lA 

lt . -v-^x^m. &Mm*M. skm^^w. mmm. ^ 

coo29] ^m^mx-mtvxm^^^h^yvy^(Dm^v-<zf^\ am^ $m 

txtizmM&im'rzo ^tihK^x^mmtciz^m^t^>^h^fi^ ^m^m 
[0030] ztLT£x&^xztcffim<Dikte?te, ^tL^thfDmte^mmMmmmzm^tc 

ifcifc^ GENBANK(http://www.ncbi.nlm.nih.gov/PubMed/)5^if(DgE#<^jl^^v f 

-*^-*m\m-tz>zttz£<oxmmmmmm%A^u ^mnzTcizpcRm 
zfv-f^r-^^^L-xm s te^fc+y-^btezmm^mM. ^-t/^orna^ 

DNA, mRNAS^^DNA^rilMtUr, i§S<£>PCR&K:J;!9^t3— ~l/? f 1r%Z.bfrX 

WXU'^^v^^XP&Mte^fDWr&XZ, :£Sfc(Friesen,P.D. 
and Miller, L.K., J. Virol. 61, 2264-2272 (1987)) (£$&^£}VCV v5|E?IJx ^V^<D 
^g-te. NisWda£>»:£itfc (Biochemistry, 

34, 1771, 1995) MVIIlH^<D^£-te, J. Gitschier£>tf>;$C&fc (Nature, 312, 326, 
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1984) fd, ^^Vyy^Mte^-OM&te, ;fcifc(Rixon MW£>, Biochemistry, 22, 
3237 (1983). Chung DWb, 

Biochemistry, 22, 3244 (1983X Chung DWb, Biochemistry, 22, 3250 (1983). 
^^13. 14#J8) ^^^^tL-CV^SB^IJ^^PCRffl^^-^WV 

mm^X\ ^W^^nm * 3fe<acDNA£g|Ml-LTPCR<HT?;i t K. £9 &#-e#5 0 
[0031] J^ffrWfcWu *>fA^y/ADNA&5V>kJ:RNAki:— *£#jlrriWTOJ:5fc#$fe 

^fb-CSDSS-T^proteinaseK^tf rT^^^^^t— Gj&Efc<£>— 09 : 150mM-NaCl, 
lOmM-Trais-HCl pH8.0, 10mM-EDTA, 0.1%-SDS, proteinase K lOOug/mDSrlOfg 

eudw*., 37<c-eiwra — a^^j:iga-t-*ii-esefife^^si-t-5o * 

DNASrHUfci-* (tpMJtS^-M # A^, /^^7^^rs/Kin, 
P117-123, 1997, ^fifl:)* — l>-r/^^^^DNA*fc«RNA?rfAffii-S^a- 

Sfe&SRTfB^fcSo — RNA^/K*(&tf»d>ibORNAMg)<D#^ 
m^^h^miS$^T^0.#^h(cm#$nTV^^JlR^^5-^-C?RNAOf|«^ 
RT^-Cfe^o — 09Sr*>tf ^fgig<DCatrimox-14 

RNA Isolation Kit RIK 2.11w^fflV>fc^-, RNA^/^^tf^t^. IgftO 
Catrimox-H&^U 5^m^'^i-^tXHNA^tt^tVXm^fh?> 0 09*.Mr % 

/W^/&^mj^(Dct9^^fe^PCR<7)#|M^^DNA^Mi-S^i^Brtg-c*fc5„ 
[0032] o 0 % 3 fi&t?7 «Sr=— ScDNAtt, £AT©«t3fcSI3K$Jb5 
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0 *-r N thif^ajiad^^iRNA^mb, z.(Dtpfrt>mRNA&mm-rz> 0 mhtitc 

mRNASrcDNA^&Ufc^ , ^rfh^tKD mfc+mPl ^^Xf^^fvk. 

pcr:/5m^— &/bv\ pcRSj&&fTV\ nbtitzPCRmvz}*:-??*^^??— iasa 

m-rZ>?n—ls*:m%iirZ> 0 ±M(D3LYWA(Dfomz.\^ miS<£>TRIzolf*;^(GIBCO 
BRUt) , ISOGEN (^ytf^i?— >4fc) %F<Dt&M, mRNAfD^M \Z. fit, mRNA 
Purification Kit (Amersham Biosciences^) ft.H'O rlT|£3n.yk cDNA^Oig^tClfi, 
Superscript plasmid 

system for cDNA systhesis and plasmid cloning (GIBCO BRL#) rfclgCDcDNA 

rf?IS<^cDNA7-f^!J— , #lxJ:£, Human 
Liver Marathon-Ready cDNA(BD Bioscience) ffFft^^hXl&o 
[0033] PCRffl^^-te, DNA&f&^temWm^teQlAGENmteFKifrMlrthtf-g 
MfcA^-mX'foZo iORt. 5'{KI^KOZAKiB?lJ(Kozak 

m, j.Moi.Bioi., 196, 947 (1987)) Rumw^mmmmmm^wmm^ma-r^ 

t^m^.^\ £mXfc£, IE^J#-^l*^6, 10. 11, 14, 15^|E«(D^DNA^ 

y?^— tV-Cm^hnZ>o PCR^J&te, rfcflg<E> Advantage 

HF-2 PCR Kit(BD Bioscience)^ V\ ^#(D^°dh=i— MZ.$£oX?T%.t££\/\ 

m^*m\^X?*--=->-!fVfc&, DNAiX— ^>~iJ— , ^J^Ltf, ABI 
PRISM310 Genetic Analyzer (PE^W^^^Xtt) KlJ:9#!:^£*t&o 
[0034] r<Di5^UT^^PJ^^^^fa^it^^A^«-i:^x*#^ 0 ^(D—m 
tVX, ^^n«M/^P35it£ms, ^f*b<^@E^J#^12|B«OSH^J«i-^ 

^-»f>i-^b-c. mhft&o z.thb<Dmfcttm^xmmmm\z.n^^ts&<D&i%.'< 
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m^tvxm^^M}yoMffct<Dm.&&t>i£iz.£<9, sv4o#j#k sv4o^ 

pcagg imm ¥3-168087) tmmistiz> 0 mu^m^mm^—^—m^ti, 

m$i j $>mte*mmm<D-^--?j—mfc* (Knegier 

urn. Mmm^m mm. ^^^r^mmmm^m^i:^ ^§^(1994)) ^ 

[0035] ^±^tcMm^m^^xmm^fi^^^-(D^L-^^mtvx, 

1 K^-TpCAGGD-GB fr^y/Vls <y £Kt 0 i^-R«*te^£lf@-f 

. j§^-#-tLTdhfHt^3r£fO) ^pCAGGDN5-GA(^^U/^V y mta 

uz&b. *mmJiteztbb<Dmizmfe£hz>h<DXteti:y,\ 
^«t5ai, pm. ymwmcDmte^ttmznzBtbfis/^nmte^ 
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[oo36] m^^-^mA-r^^mmtvxi ^^—^j>^^-$m{cHomm 
[0037] m^mmfD^mm^n^ttia^^afD^m^mm'rtiit^o m*.&. v>m 

ftffli-5^^JI&^CJ:•)a^^^feS^^^^^J:V^(Mole<aUar 
Cloning (3rd Ed.), Vol 3, Cold Spring Harbor Laboratory Press (2001)) 0 

[0038] tenfe&fMtifovmvi'mma^ -m^mmmmt^n^k-r^m^n^n^ 
jfrnzmm-mtisw m*.t£. j&nm»&<Dmifoi&. cHo-s-sFMiugj&( 

GIBCO-BRL) » IS CHO-Vt&M7'(x.X&'Y'0\ YMMigi&^Mjfo-fiti&i&^MEM 
T)V7y^^ RPMI*&ife, ^/^^=iMEMi§^(V^^GIBCO-BRL) ^5-10%S 

&mirzmiR^—*—iz&}>&x*bhi>'*c-y-~-K G4is, t^— w^zs 
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m\tt, mm<DWMiz.£^x. ft*>/<?w<Dmkiz.&t> j ttxm*<D&tiiir 
m^v^y^(Dmm^m^bti^^^ -r^-h, elisa, ria, wb, 

[oo39] z.(Dx. : o\z.L.xnhfhtz.mmx.mmum\-±. mmmm^n^mm^m^'r^si 

ftm^MM®^ftvifetihmnxzz>£?{ztj:z> 0 tvxM:hmm^n, 

[oo4o] ^^yyyv^^jia^c^^viiiaT-gi^^ejja, ^#y^£^i&R.-o^^n 
, p35fete+*mA£frtcm&ia*mi!mwxm704-3952» g /mKDm^mm± 
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mt£=**b-?<?>&^ffi\-~rz>h(Dxhz 0 
&lti^ mmm^mifx^mmm^icMc^mmmi-^K z<Dmmz.w& 
£tiz>i>(DXte?&\ ^*5, sxTi^-rmmmxtt. mzmv^mv, ftjtmm 

. M&W&£.T$Nev/ England BioLabsf±, 7v->t^77/W^7& /^3r 

mmm i 
[oo4i] fr^vs^mfc^mw.) 

fch^^y/^Vit^fi, Human 
Liver Marathon-Ready cDNA (BD Bioscience^ir^CTV-- r-£L^ "f 3 ?^^ — tVX 

-Tof^®lb(iH^J#-^-l— 6) % Advantage 

HF-2 PCR Kit(BD Bioscience^^T^r-^nh^— MZ.$£oXPCRfc!fc&ft o 

itfc^SrTA^u— -^f^yY (^t>n^» SrffiV vr^n— :^^0§-* pFbgA, 
pFbgB, P FbgG)U ^O^SIH^JcD^r^ABI 

PRISM310 Genetic Analyzer (PE^^>;*-r AX) vOfTofco W^*, SB^U 
#-^•7— 9{£^iVe;iwi-FbgA N FbgB, FbgGitfc^-;9S#£>*V/c„ 
2 

[0042] (y^vs^mfc^mm^f-^Mm) 

*mmm \zm v ^tc^^v/^ 0 guti* y mMfc^-mm^??— pcaggd-gb 
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(D £5 iCLtiliLfc. pCAGGD-GB^oV ^ttt, *i\ pCAGG-Sl • 

dhfr(WO 03/004641) SrBamHIlC-CtH'fbb, T4 DNAaHU^— ^iCiSMdft^F^kSr 

fifv \ y ^BMbNotiy — (£) ^ffi v vc9>f ¥ — - s/a wsr t u: £ 9pCagg-si 

dhfrN&fflffgU rttcDSaU^h^pFbgGft^OFbgGit-g^ODSallWf^lt^mii^. 
pCAGGD-G^Hbfc 0 pCAGG(Xho)(WO 

03/004641) ^Sall-em^bl^ T4 DNA#y*9~ tffc J;55|c* s F»'fb«rffV \ y^ifete 

Notiy^— (S) >T5M^— iXa t{-i9pCAGG(Xho) 

NSrflt^U ^<D:/7^Ktf>XbaI-BamHIlMMC, pCAGG-Sl(WO 03/004641) <D 

Sall^tfXbal-BamHI^^mii^x #btVfc^^KOBamHI^-l'h^^'fbL, 

T4 

DNA^yp<7— v\z.&z>j&m-m\&ft\' \ y^Wotiy w £mv ^xy^y 

— >3Vi-S^t^i!9pCAGG-Sl SN&flNftUfco ^(DpCAGG-Sl 
2N(DSalI^h {^IpFbgB ^ *<DFbgB5te^^SalI»f Jt^miA^-. pCAGG-B^«^L 
tc 0 pCAGGD-G(DNotI^h^pCAGG-B<DFbgBjl'g^^t?NotI^ > >t^*a^^> 
mmtfyte^ZfVSffl' PMby m^m^^-pCAGGD-GB (0 1) £#^Ufc„ 
[0043] — pCAGGDN5-GAl;ioV^teU *#Jt-pCAGG-Sl 

dhfr neo(WO 03/004641) ^^^ftBamHtfM^TV \ T4 DNAztfy^— t?l£<fcS 
^msmitte* B^y-^3^-r5r^{^«3:?)2ofe6BamHIi^-rhC>5^ 
neoit^^(D3'{l!|{Cfo?)BamHI-^-rh^^-a:, $b(-BamHI^>fbb-C, T4 

DNA^y^-i? K J;55|i3B¥?fHfc8L y i^fbNotiy (S) Srfflv v-c^-^— 

ai/fSi^J^pCAGG-Sl dhfr neoN 

(pCAGGDN5-NotI)&#f||Ut, ^tf>pCAGG-Sl dhfr neoNtDSalllM MCpFbgGEfejfe 

OFbgGil^^^tfSall^fK-^ifAU-C^lgUfc^^^K^Notli^-rh^, 

pCAGG-Sl 

2N©SalI^h{CpFbgAft^OFbgAa^^^-tPSalI^f>i-^}f AbT=f#^Ufc 
pCAGG-A<DFbgAitfc^^tfNotI^>f pCAGGDN5-GA (01) &W%£ 

Uto 

mmmz 
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[0044] w&£z7>t7vsr>&ma!i&<Dm&:&&^?f—<Dmi&^<Dm^ m&?mm 

pCAGGDN5-GASrffl V ^X&LT Kt&^&JjB KX.CHO 

DG44(Urlaub Gh, Somatic cell. Mol. Genet., 12, 555 (1986), £*TCHO) Bti&&j& 

Wfc&uz* mEism<Dtft b icicho«^6 

well :?V— M-1-0.5X 10 5 cells/2ml/welKDj(SfflMS-ei0%^^i^jfiL?f (FCS, 
GIBCO-BRLthM) ^tJYMMm&W>i/^V>''h9>XZ?^y>'=.#S-- /WT^- 

*rJBV>#«Ufco 37t, 5%CO J#H^-?— #*£#<£>^ y#y— ^?£«$g&t* 

2 

TransIT-LTl (S) ^Sy/Ky^hT^^OOO (^tfhnv^) V vt\ £> 
^^D^7^^y/yV^^,^ p ^5:KpCAGGD-GB^.T^pCAGGDN5-GA^:#>«r^M 
*g#U PvuIT*m^-^^U-C4oVNfct><D^^ADNA^UT, Zrtl^tUDZfvb^— 

M£m^hT^x7=.^>B>&ftotc 0 37^, 5%co itai^g-e— &mmMt&* m 

2 

^Jgi&, 10%S*fFCS(d-FCS:GIBCO-BRLttM), 0.5 

mg/ml Geneticin(G418:GIBCO-BRU±!KK lOOnM y-hM^-y— h(MTX:?P5tMM 
d-FCS. 0.5 mg/ml G418«Sr£tfYMM^ifcfCigifi^|&U t c 0 3— 4 B &&&&&&& 

LJ&^e^rc. 5%co #*g«-T?i#*^»*S£fc^iK«tfTV\ 7fc««5t&#£# 

2 

[0045] ^^^Kte^JWJa^^^y/^jg^SrEUSAfCTiBl^bfco ELISA«^T 
i^i-^mKXmmVtCo PBS(137mM 

NaCl, 8mM Na HPO -12H O, 2.7mM KC1, 1.5mM KH PO ) "^10 fi g/ml\Z.fflMUZ 

2 4 2 2 4 

ti&Wrf yyy>" !>t^^D-t;^^ (Dako 

Cytomation) 100 n l^f-ky^E-v^— /K?V— h C8-445101) |E7^/^f U 4 

x;{z.~mw.<~bxmtefc$:?fotc 0 mmtutzfu— h<D&mmi&m%. pbs 

390 m UcTSIH^bfeo gcV^T, PBS-e4ff * B #5^) 

&370;* lT^-fU ^ia-C304>d»e>2«Fra. :/ns/3r^£*To;fco ^o^ft, 
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?xiy*is?m*&%. ihxT 0 ^ wm±m) jsw^- k^ioo tf lr^-rut 
o ^^C7^j/^f>m±ms^(Dmm±m) PBSTno^^ut^s/^ 

— x£IBV^100-800{gK^Lfc o JW*'— Kfctt. Bolheal (-f bifiLWfflt : JfiLiBI* 

80mg/mlfcL"rtr£U PBS^lmg/mltC^Uto )^>^tm^^m^X 
lOOng/ml— lng/nil{C^r^bfc^^^V^c„ ^^//VfeiTJ^^— :7V— 
YKT^v^, ZlX,-e\m%5Lm-iS^:tL 0 K^T^k. i5fc8W0.05% 

Tween-20/PBS ) 390 n \\Z.Xmm&*ft\ \ fl^WC. ^^/^^{CfflV^c^C 
£*/c 0 BLfomT'&. mfrm (0.05% 

Tween-20/PBS)390ju Hd-C4[Hi5fe#SrfTofCo 3£-fef3, TMB Substrate Kit( 
Kirkegaard & Perry 

Laboratories,Inc.)100,zl£7^l'U Bf0f-C3O^S# % l^S^ lOO/xl"^ 

[0046] ^(DELISA^c:-C7^yyyyv0^tg(Z)l^v^0Kli^J!a^U ; tbb, ^MTXit 

fc^mm&ftotio 10% 

d-FCS, 0.5 mg/ml G418£r^, m^^MTXm^ ±if fcYMMigifel£$IJ}&£?g 
»U 24 well >0 — M£5xl0 4 

cells / 0.5ml / vremzXMM^ 3—4 B &f;iJti££3S|&L#;^<b37 c C, 5%CO 

2 

i^x.7^^yy^V0^jiao^n-^v^tTofc o 10% 

d-FCS^tfYMMit^f-JWJia^^^b, 96well:?V— M<m®/200/z 1/wellT ofilS 
i-S^^T^n— =^^%tTofCo #bnfc^C2— yfioV^, n>-7/H5#{^tfbV^ 
iftK5fe£{c£&U -^i#^LfcJ##g±»*<Djg£*£i^fc£^ -56.8^ 
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g/mlt^-rs^n— ^^htltio Wp<D— otf^o— >-CH002-24-4£rlO% 
d-FCS, 0.5mg/ml G418, 100 nM MTX^tfYMMigiS^JiS^^U 6 well^V 
— h(C2xl0 5 

ceUs/2ml/weU-e^aU 4 0 |ffl<DJ&3l<MTV\ i%m±.m*P <ry747VJ>fl/<r>m& 
ELISAfefcTaiJ£L;fcfc;L>5>, 103.3 /xg/ml}^L-C*5«P. #fl^»^>Naj^^J;S7>f 
^y^y^OglfeMirL-ClOO m g/ml(D^— ^WbXmXtzX.h^mJk^ 

[0047] (m^^7^y/y^mfe«Hiiao*sifiL^^) 

V^-C100/^ g/ml^±O0^4Sr^bfc^ci— VCH002-24-4S:, PBS(vTC2[h]$:*!^ 
^l{^i-J§«&(CHO-S-SFMIU IS 

CHO-VttMlfiLtii&ifc. 10%d-FCS/YMM«jfiL^j#Jfi) ttth^tlMMU 10 s 
cells/ml~C2ml/well of 

6weii h-emmu 4 0 mmm*ft\<\ nhtitcm^m^^hmm^m^ 

lxlO 4 

cells ^fc^tfW^yy^jg^ft, if[L^^(10%d-FCS^tfYMM^)^ffi 
frfc* r^rili, — ^^^^*(D^l-2xl0 6 

cells/ml««^TIgT^^)(D-e x mmgkft&X.&tftl\^ ^^^440-1520 ju 
[0048] [^1] 







g£fi (Atg/lxlO* cells) 


io%c!-fcs/ymm 




2.0 


i CHO-S-SFMH 


GIBCO 


4.4 


IS CHO-V 




7.6 



[0049] £ib{£, ^OCHO-S-SFMII^Jfi-eit5gLfcCH002-24-4JWJiaSr, |^C< 

CHO-S-SFMHj^iS^^tUfc^^^*Sjfc.^^l00ml^l.6xl0 s cells/mlT'fiiaU 
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272.7 iig/mi&^m*km&mmjto z.<dx?\^ *mmm<D&m\c£<9m&ut.m 

5 

[0050] (P35m^<D^ti-^^tmm^^—mm 

(Autographa California nuclear polyhedorosis virus:Invitrogeni'9^A)S5l5^>^^l'/V' 

^^xioV/mi^^^n^i-— if K^a. ^^/—/v^m^^o^^^^f^^mu 
u z.ti&m%ibvx^ ^^—tvxKozskmm&xTf&^mmsite&totth 

(D&5'm, Z'm(D2^mV(m^m-^10, 11) ^ Advantage 

HF-2 PCR Kit(BD Bioscience)£fflV^PCRaS£ ; TTo/Co PCRj^OlMXtefEftl 
tf>P355te^£>lH'X£— @:L-CV ^cfcft, rax-SrTA^o— (Invitrogen) Ut„ 

PRISM310 Genetic Analyzer (PE^-f^^T" i»X) O^T^To/dfe^ XWl 
(Friesen PD, Miller LK., J 

Virol. 61(7): 2264-72. 1987)OgE^J£|i3Cga^J&^ofcpP35itfc^tz— XMPm 

[0051] Tx\z.7^v;?>-&&m^x\^mmzp35mtettmATttfri^ *-r 

^br P uromycinj»i4it^^ofc^^^— ^llUfeo 23# i <D-fey>-£ 
T/V^^{C^Lfc^MDHFR^o^mX^5KpCAGG-Sl 
mdhfr(WO 03/004641) (DSapK NotllMhPfl^BamHII^hSrlf AT&tctbi^ GGC 
CGC GGA TCC GCT CTT CGK.IMGC 

GGA AGA GCG GAT CCG C<D2o(Dy^— SrS-J&U U i/a^SrfT 
V\ pCAGGM5£#||gLfc„ pCAGGM50BamHI$Hk£frl\ T4 

DNA^y^^— VK&z^w-mim., xhoiy (S) ^v^cy^-^y—> 

a^^^^i:^J:«9XhoI^AL^io ^X^^KOXhoIlMRilpPGKPuro ( 
Watanabe, 
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S., Kai, N., Yasuda, M., Kohmura, N., Sanbo, M., Mishina, M., and Yagi, T. 
(1995). ) (DpuromycinWtS^^T-^tf SallS(f>>t^#AL-CpCAGGMP5-NotI^« 
HUt 0 mzZ.V^X^frtb&mDHFR (mdhfr) m&ttUtt SaU-Notl^f Jt3rl&£ 
% ftt?«? ^pCAGGDN5-NotI^DHFRjt^^-5r^tf SalI-Notliff>i-^#AUi: 
pCAGGDP5-NotI^r«^bfc 0 pCAGGDPS-Notl^SalllMMCPCR^n— zZs?\Jfc. 
P353tfe^-(DXhoI®f>i-^Ab, g W<DpCAGGDP5-p35(IH2)^^Lfc 0 

mmm 6 

[0052] (P35»fc^jCijteg|&Bj&) 

IIJfe0!l4-C«SiL^P355l^9^KpCAGGDP5-p35Srffl V ^XSJTFlZtt^jym 
t-T, Jjajft^^^y^^jg^a— CH002-24-4»£?£«iitei&U L Co 
CH002-24-4*HJiS3rl2well 

>>V~- MU-0.5 X 10 5 cells/ml/well(D^aia^^-eCHO-S-SFMIIi§^ (GIBCO-BRL) 

*Jzz.l/) &m V vr , feb/5 i CfeP35^m^^KpCAGGDP5-p35^rPvuI-e^'f b • j^t^ 
^UT*5V^c1>(D^ADNA^bT, y^7^hT5^2000<D7°nh=i— /HC^V>h^ 
^^^^a^^rfirofco 37^. 5%CO #£3£1B-C?— M^ifitbT 

2 

4/x g/ml 

puromycin(BD Bioscience) ^tfCHO-S-SFMnigi&^i&U/Co 3— 4 0fe(Cig^ 

^i&Ui^wt:, 5%co mmmm-emm*mvz>ztX'M$i&ft\<\ mmmrn 

2 

[0053] mALt£P35fefc*<D$h&&m'<Ztllt>\^ #btb^cP355t^^«fe^O- 
o^feSP9GD^Jia^ J ?:Oj^^-e$>52-24-4*fflJ^$rCHO-S-SFMIlJ#ft&100ml(C^j 
1.0xl0 5 cells/ml-C#aU. techne%IJ^<D^.t°^— yy^^m V \fc$J2il Pfl<£>?« 
Jt^(0$gf&45rpm)£fTV\ if 58l&«§L y^T/y/^MdfcfiSria^fCo 
Jfe£, lll3{C^-t-«3;5(-, ft±^aMS-eP9GD^BJ^^2.2xl0 6 cells/ml, 2-24-4*fflJ& 
^7.2xl0 5 cells/mli:^j3^^^PL-CV^c o £fc, P9GD^BJ^^50%^^(C^rS<D 
^2-24-4i^fla^lt-<3 0 ig<^ofco S^iLT, i«15 0 g tf>m£ftW\ P9GD*jfl 
^365.2 n g /mHc:*J-b2-24-4^3J^fil62.7 n g/mlt^«9^)2.2f&(C*i*Pbfc^ &h\Z. 
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m^^'-r—m^notit^ m^z^-rx^^^rnxm^t^mtm^o 

1t&s m*mf&&&XlZ.P9GDmm<D2.5xl0 6 cells/mUzMls. 2-24-4#fflJfe^9.4xl0 s 
cells/ml^2.6^}Cii^PbTV>fCo ££>13\ ^15 B X<Dm^E.MK^^X^ P9GD 
^Jl&^463.7/i g/nUt^L2-24-4^Ji&«295.6M g/ml^^^^l.e^tCJtiPL/Co 
[0054] P9GD»<D^a— ^^£tTofc 0 CHO-S-SFMIIigife£^;££Lfc3fc&^Mlhf* 
iM{£#fflJ§S£r®l}iiU 96well^— hlC50fi/200/i 1/well-f o»«i-§^^-e^n— 
-V^fTofco #^fc^n— ^P9GD-10C{doV^. P9GD&BJ}Si|^#^ 

X(DM±A^631.5ng/mlt^. 2-24-4*BlS<D239.8 a* g/ml^*j"UT^)2.6'f&^*i. 
fc<, P35<D^o*>^{| £l^fcif S&fftB i^oTj^i^it^Ufc^^bfrfCo 

^M^^r-r s/cfe (D^m<D^xm-<tc £5 m si m f c*a fbtvcv 

&titc 0 P355t^ J F-^A^^t^ofc2-24-4*fflJ^(D^W^^^yy^V 
04^^440-1520^ g/ml^_hM^^-CV^(D-C% P35jl^^^A$tbfc 
^^^1.6-2.6{S(D^^fc§-^^, ¥.Mtf^-C^704-3952M g/ml£>?g 

[0055] (m^^^y^^^BJia— <DP3551^T-^A) 

^#y>13:Echis carinatusJ;9»£mffi$££;ftfc(T. Morita#: J. Biochem. 83, 
559-570, 1978)&m&3k<D7'vTT— ^X\ ^hti^^^m^^^tir^ 
t7P%}btiX\,^Z> 0 ^<D^y^cDNA^^,$^:fcSP2/0-^^5:3in— ^^HjjS (Iftffi. 
2001-206918) ^P35iS^&>lfiAU ^<D^}^m^-tc 0 
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PBS(-)0.8 

mUCffil^bfclO^^^ffl^^rElectroporationffi^r^^^hC^^iliSO^ cm, BIO-RAD 

MgSr*Px.t°^h-e^bfCo Gene Pulser II(BIO-RAD%hSl)3rJlV\ 0.22 kv, 975 

V^ffilftlkm (FCS) £^tf> mm^MEMT^-77l%i&-?m5,000m/50 

ix 1£&5J:5^$?U 96^^V— r-5#CfC50 ^ 1/wellT oftL, 35t\ 3%CO ig* 

2 

ix l/weU^DU$e>{C— ^i^^UTCo HB8m g/ml<DPuromycin^.U ? 10%FCS^tf 
MEMT/^rit^lOO Ml/wellMUco 10 0-140 H9i#*<^ m^.Uy£JC 

P35-44, P35-67?rl0%FCS^tfMEMT/V7TiS^-eshake 

flask l#*(30ml^7--/K 1000[§]i|te/min)£:fTV\ P35itfc^AfJ<E>»£jg£ 

*MoV^te\ mAmmS^<D5.96U/mliZ.ML-XPZ5-Um^l2.8U/mU P35-67&B 
J&tfSl8.8U/mte:2.1— 3.2fe<Dm%i%}%;&^Vt£* Z<7)£?\Z^ ^^u^4^P35H 

[oo56] m&zmvnm?m±mi&~-(DP35mfc^rmA) 

mfc&mmTZo ^comviim*cDNAmfcttmm.TZBHY2immz.pz5i&fc* 
zmAu pz5Mte*<D^*m^%m$*ft^t^ 

rnvWrn^Mte^n, J- Gitschierfb^Sfc (Nature, 
312, 326, 1984)<E>;g^^SiE?IJ{£ : e£V\ Human Liver cDNA (BD Bioscience)^ 
mtlrX, Zf^-?— ^LTgE^JS^l^imS&J^, Advantage-GC2 
Polymerase Mix(BD Bioscience)^ V^TPCR&Jfc&fTofco PCRWfrXOWBMMM 
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m&J:tfcm-e&z>z.b&vmut&. fttetttexhoifcsaii^Bru p cagg-si 

dhfr neo(WO 03/004641) ©SaUi^-fh^jfAb-C^VIIlH^m^^^—Sr^bfc 

x^ 3 y • MM^Mm^m^notco mmmvmtitFBs&^tt ex-cell325 

igi&(JRH)£fflV\ Wm^Zf/V-^Uti/Bl/iGll^ MTX 

0.5 n M % MTX 0.75ju M)-efTofc„ #^>tLfc^^fflV>-CMTX[^iSit^ 
^"pB-SrllJibfCo *&ife^EX-CELL325;SrfflV\ 0.5/* M<DMTX^/?)^#r#K ^Pg 
6<J(CMTXaS^5l#-htf> *J^Wl-filO/z M 

MTX^^^5{§^0^*^T^^U/cmvIIlH^0^Jia^#/Co^^>(D^Jia^ 

[0057] ;i<dkmt«{;^ HJfe^Je-c^bfc^^^iOPSSit^iim^^^K^Abfc 

o pCAGGDP5-p35 

&PvulX~tym'&. Lipofectamine 2000 (Invitrogen)^fflV>-C^Abfc 0 i!#ligj&£UT 
Puromycin^tfEX-CELL325$rffiV\ 12 

well platel^T^^o/Co mbfotcMMm&mf&ZMti&m&&fr-&XWnV( 
Ixl0e5/ml/well of 24 plate) , 3 0 g ^*Jbft2rlHjitXL-C, fMfcattfcl-Srt^J; 
90£fti#&$;iP:<^f^^ofc o P35»fc^£^ALfc«^-f *b 

P35<DtjLT7$b—: ^*f£ffl-eht&< % P35<^0*^^JC£^J&*i3&tfMB ^.fco-Cfi 
C^2] 
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96 


mU/10e5 


aw 


KMT 
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21.8 


1.0 


KMTP-1 


90.2 


95.0 


4.4 


KMTP-2 
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KMTP-7 
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3.0 


KMTP-9 


96.5 


55.2 


2.5 


KMTP-10 


9T.2 
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[oo58] ^mztizm-r tut s m?iss<?w&M&mirzzktf*smktez><Dx\ *mm\% 

coo59] m^m^m^^htv5m.^^v^m±mm^ mmx.mvnm*&*km 
ztbz> a ^mmmKx^xnhti^^^v/^t^^M^^xmm^ti 
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ikmmm '&mzmm\^tcm3z<Dmmi^mx$>z> 0 
nw&-rm<Dxhz> 0 
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[5] ^^-^mmmm^RWXi-i^<m±^^m^m^W^m^ 
[8] nt?L»^ft3fe^lia^^^^~X/NA^^--^pm^^(CHO^BJia)DG44t* > BHK21 
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s^^tts^^^^a^^^N^g-c^rt^Mt-rsw^^i^v ^11© 
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